PCR amplification and fragment analysis-An initial polymorphism screening of 120 primer pairs, including 50 primer pairs for dinucleotide motifs, 40 for trinucleotide motifs, 15 for tetranucleotide motifs, 10 for pentanucleotide motifs, and five for hexanucleotide motifs, was performed using
• Premise of the study: Microsatellite primers were developed to investigate population genetic structure in Lindera glauca (Lauraceae).
• Methods and Results: Twenty-five microsatellite primers were developed and optimized for L. glauca using Illumina's Solexa sequencing technology. These novel primers were found to be polymorphic in nine wild L. glauca populations with 81 total alleles confirmed and genotyped via capillary gel electrophoresis. The total number of alleles, observed heterozygosity, and expected heterozygosity for each population ranged from one to four, from 0.00 to 0.90, and from 0.00 to 0.79, respectively. In addition, the 25 primers were tested in 10 additional individuals of the related species L. communis, and all but four markers showed good amplification results.
• Conclusions: This set of microsatellite primers is the first specifically developed for L. glauca and will facilitate studies of genetic diversity and evolution among populations of this species.
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Ruibo Biotechnology Center DNA Sequencing Facility (Beijing, China) for fragment analysis using an ABI 3730XL DNA Analyzer with a GeneScan 500 LIZ Size Standard (Applied Biosystems, Changping, Beijing, China). Allele genotyping was performed using GeneMarker version 2.2.0 software (SoftGenetics, State College, Pennsylvania, USA).
Detection of SSR polymorphism and data analysis-The 25 novel polymorphic SSRs yielded 81 total alleles confirmed and genotyped via capillary gel electrophoresis. Using GENEPOP 3.2 software (Rousset, 2008) for each population, the resulting genotypic data from the capillary gel electrophoresis were analyzed to obtain standard descriptive statistics and to test for deviations from Hardy-Weinberg equilibrium (HWE) assumptions (Table 2 ). The total number of alleles ranged from one to four with a mean of 3.240. The observed and expected heterozygosity ranged from 0.00 to 0.90 and from 0.00 to 0.79 with averages of 0.201 and 0.479, respectively. HWE and linkage disequilibrium using Bonferroni correction were tested for every locus. Less than half of the loci (five, polyacrylamide gel electrophoresis. We hand-selected 120 loci based on desired criteria (representative loci with different repeat unit lengths), of which 25 (20.83%) were successfully amplified and found to be polymorphic in the nine wild L. glauca populations (Appendix 1, Table 1 ), while 71 (59.17%) primer pairs produced no product, 21 (17.50%) amplified monomorphic markers or identical heterozygotic genotypes, and three (2.50%) produced larger or smaller products than the expected size. Forward primers of the 25 primer pairs were further labeled with fluorescently labeled nucleotides (M13: 5′-TGTAAAAC-GACGGCCAGT-3′). PCR reactions were performed in a total reaction volume of 15 μL, which contained 7.5 μL of 2× Taq PCR MasterMix (Aidlab, Beijing, China), 1.0 μL of 30 ng/μL DNA, 5.5 μL of ddH 2 O, 0.5 μL of 10 μM reverse primer, 0.2 μL of 10 μM forward primer, and 0.3 μL of 10 μM fluorescent dyes (M13F-FAM, M13F-HEX, M13F-TAM, and M13F-ROX). Thermocycling program conditions included a 5-min melting step of 94°C; then 35 cycles of 94°C for 30 s, 55°C for 30 s, and 72°C for 35 s; and a final extension step of 72°C for 10 min. Ten microliters each of all M13F-labeled PCR products were sent to the Asterisks indicate significant deviation from Hardy-Weinberg equilibrium (*P < 0.05, **P < 0.01, ***P < 0.001); M = monomorphic; n.s. = not significant. five, 12, nine, eight, seven, eight, seven, and seven loci in populations ATM, JGS, LDZ, SJG, NTB, YTH, DBS, HMF, and TMS, respectively) showed significant departure from HWE (P < 0.001). Significant linkage disequilibrium was not detected between any pair of loci (P < 0.001).
Cross-species amplifications-The 25 primers were tested in 10 individuals of L. communis Hemsl. under the same PCR conditions as above. All 25 were found to amplify in at least 21 of the species (Table 3) .
CONCLUSIONS
In the current study, we developed 25 novel cDNA-SSR markers that were highly polymorphic in L. glauca and used these markers to successfully investigate genetic distances within nine wild populations of L. glauca. The collection of SSRs presented herein provide a means to assess genetic diversity and to further investigate large-scale and fine-scale population genetic structure in L. glauca. These markers may also be useful for germplasm identification and breeding programs in both this species and other species in the genus Lindera Thunb. Note: n = number of individuals sampled. a Sample accession numbers refer to voucher specimens deposited in the Herbarium of the Beijing Forestry University (BJFC), Beijing, China; geographic coordinates and elevation were obtained with a portable GPS receiver.
